A selective medium with DNase test agar and incorporating vancomycin (10 ,ug/ml), trimethoprim (8 ,ug/ml), and amphotericin B (2 ,ig/ml) supported the growth of 305 Branhamella catarrhalis isolates. A modified toluidine blue O technique was used after 48 h of incubation in C02 to overlay suspected B. catarrhalis colonies. A metachromatic color change was observed in 15 min, indicating DNase production. In 200 unselected sputum samples of hospitalized patients, this method was compared with routine microbiologic procedures; 31 B. catarrhalis isolates were recovered with the method, compared with 22 isolated from the clinical laboratory. This medium will be particularly useful for culture gram-negative diplococci on Gram-stained smears.
This medium will be particularly useful for culture gram-negative diplococci on Gram-stained smears.
of sputum, which shows inflammatory cells and Branhamella catarrhalis is a significant pathogen in bronchopulmonary infections and is emerging as a frequent cause of childhood otitis media (18) and sinusitis (19) . In some clinical microbiology laboratories B. catarrhalis is rarely recovered from sputum, and only normal throat flora is reported. This may be explained in part by the difficulty in distinguishing B. catarrhalis colonies from Neisseria species, even in pure growth. Patients with underlying chronic lung disease and hospitalized elderly patients may be colonized with many different bacteria or Candida species, which may make the isolation of B. catarrhalis even more difficult.
DNase production is one of the most useful biochemical tests for the differentiation of B. catarrhalis from other members of the family Neisseriaceae, since other than B. catarrhalis only Kingella denitrificans (16) and Neisseria (Moraxella, Branhamella) caviae are able to produce DNase (4, 15) . The former has been isolated from the pharynx and reported as a cause of endocarditis (9) . The latter is apparently found only in guinea pigs.
A selective and differential medium would be useful to enhance the recovery of B. catarrhalis from specimens with mixed bacterial populations. various concentrations of trimethoprim (12, 10, 8, and 6 ,ug/ml), with parallel control plates of DNase test agar and chocolate. The diameter sizes of the largest B. catarrhalis colonies were similar (±2 mm) on the selective medium and chocolate and DNA agar, suggesting that there was no growth inhibition caused by the antibiotic inclusion. The amount of DNase production was also similar on DNA agar with and without antibiotics.
Amphotericin B at a concentration of 2 ,ug/ml was found to suppress the growth of most Candida spp. and exert no inhibitory effect on B. catarrhalis colony size or DNase production when assessed as described above.
Isolates of B. catarrhalis including the ATCC strain uniformly produced DNase, detectable by our method, when the isolated colony diameter was 2 mm or more and in confluent growth at 48 h of incubation. B. catarrhalis colonies on selective medium have a flattened creamy-white appearance, are friable, and conserve the characteristic sliding of the whole colony when pushed with an inoculation loop.
After the colonial morphology of other organisms on DNase test agar was observed, both B. catarrhalis and control strains were flooded with 1 drop of the buffered TBO solution, and the results were read at 15 min. Regarding the metachromatic color change the reaction is stable for 2 to 4 h, after which the dye slowly diffuses into the agar, losing its well-demarcated borders. The TBO flooding technique was positive for the S. aureus ATCC strain at 24 h when this strain was inoculated into DNase test agar. Control ATCC Neisseria spp. were all negative with this TBO flooding technique. No difference was observed in the color of the buffered TBO solution around colonies of DNase-negative organisms as compared with areas of the plate that had no growth.
The final formulation of the plate included DNase test agar (42 g/liter), vancomycin (10 ,ugIml), triméthoprim (8 , In our hospitalized patients, the recovery of trimethoprimresistant gram-negative bacilli remains a problem. With the susceptibility patterns of B. catarrhalis (1, 2, (5) (6) (7) 17 ), it appears difficult to find other antibiotics which completely suppress gram-negative bacilli and have no effect on B. catarrhalis. In previous work Corkill and Makin (4) , using a selective medium supplemented with blood, found colistin, nalidixic acid, oxolinic acid, and amdinocillin to be highly inhibitory against gram-negative cocci.
The principle upon which metachromatic dyes are useful for detection of DNase production are described elsewhere (10, 11, 20) . The purple halo indicates the interaction of the dye with both agar and hydrolized DNA. This selective medium could be used to reliably establish the prevalence of B. catarrhalis colonization in some populations and also to supplement routine techniques of sputum culture when a Gram-stained smear shows inflammatory cells and gram-negative diplococci.
